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Abstract
The present invention provides a method of analyzing for a specific material in a sample using a sensor
including a resonating member having resonating properties. The resonating member has a probe and a
known material is disposed on or forms the probe. The method includes the steps of positioning the sensor
proximate to the sample, detecting a force dependent change in the resonance properties of the sensor, and
confirming the presence of the specific material based on the identity of the known material and the detection
of a resonance change.
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[57] ABSTRACT 
The present invention provides a method of analyzing for a 
speci?c material in a sample using a sensor including a 
resonating member having resonating properties. The reso 
nating member has a probe and a known material is disposed 
on or forms the probe. The method includes the steps of 
positioning the sensor proximate to the sample. detecting a 
force dependent change in the resonance properties of the 
sensor. and con?rming the presence of the speci?c material 
based on the identity of the known material and the detection 
of a resonance change. 
25 Claims, 15 Drawing Sheets 
US. Patent Jun. 9, 1998 Sheet 1 of 15 5,763,768 
65550 
F at 
9% wcEcSm
GouoE E66:662% ouownouo?
. Q. Q \ ff??- 0. 
.....v... ::::::= 1
. _9 .
1.....57 E266 30:65668% 28:56pm
US. Patent Jun. 9, 1998 
Antigenic 
protein 
(rabbit IgG) 
5,763,768 Sheet 2 0f 15 
Cantilever 
unctlon 126d 
Partic 
Goat ami 
rabbit IgG 
Bio'l‘lp 
Immobilized goat 
anti-rabbit IgG 
antibod 
US. Patent Jun. 9, 1998 Sheet 3 of 15 5,763,768 
Fig. 3 
US. Patent Jun. 9, 1998 Sheet 4 of 15 5,763,768 
v at 2520505 A U<Dm a: @280 =<s838:<
US. Patent Jun. 9, 1998 Sheet 5 of 15 5,763,768 
+ 3-amin0pr0pyltrieth0xysilane 
Fig. 5 
US. Patent Jun. 9, 1998 Sheet 6 of 15 5,763,768 
3- aminopropyltriethoxysilane 
succinimidyl p-azidobenzoate 
US. Patent Jun. 9, 1998 Sheet 7 of 15 5,763,768 
205.5% UQNIaCOSUCSm 
US. Patent Jun. 9, 1998 Sheet 8 of 15 5,763,768 
Fluorescent primary (middle panel) or 
secondary (right panel) antibody. 
Fig. 8 ' 

US. Patent Jun. 9, 1998 Sheet 10 of 15 5,763,768 
Force Colibm’r'lon F’Io’r 
Extending 
—> Retracting 
2 position — 34.66 nn/diu 
Tip 
Deflection 
5.00 ran/div 
t n ‘l U D. t P. 8 
Force Colibrcn‘ion Plo’r 
t n O P t e 8 
Tip 
Deflection 
5.00 mn/div 
'2 position - 34.66 nn/diu 
Fig. 10A 
U.S. Patent Jun. 9, 1998 Sheet 11 of 15 5,763,768 
Force Colibro?on Ploi 
Extending 
—> Retraoting 
1 
o 
2 position - 25.00 nn/diu 
ion 
2.50 nn/diu 
Tip 
De?ect 
Setpoint ' 
Force Co?bro?on Plo’r 
Extending 
—-> Retracting 
2 position - ‘25.00 inn/div 
Fig. 108 
TIP 
Deflection 
2.50 ma/diu 
t n I! O D. t e s 
US. Patent Jun. 9, 1998 Sheet 12 of 15 5,763,768 
E5 Xom w2
_  _.J.owl
38531 
cm. 
o 1 on 
32H m
1 co 
EQEPC 85% E623E 
(Nu) Q0105 leuopsgld 
22> Em
US. Patent Jun. 9, 1998 Sheet 13 of 15 5,763,768 
Initial Phase Relationship, A 
B 2 Contact Induced Phase Relationship, B 
“will.” . 
"t 
a 
Phase Change, C = B-A 
Phase of driving signal 
.............................................. .. Phagg of resonating probe 
Fig. 12 

US. Patent Jun. 9, 1998 Sheet 15 of 15 5,763,768 
Fig. 14 
5.763.768 
1 
ANALYTICAL METHOD USING MODIFIED 
SCANNING PROBES 
AUTHORIZATION PURSUANT TO 37 C.F.R. 
§1.71 (a) (e) 
A portion of the disclosure of this patent document. 
including appendices. may contain material which is subject 
to copyright protection. The copyright owner has no objec 
tion to the facsimile reproduction by anyone of the patent 
document or the patent disclosure. as it appears in the Patent 
and Trademark O?ice patent ?le or records. but otherwise 
reserves all copyright rights whatsoever. 
BACKGROUND OF THE INVENTION 
1. Field of the Invention 
This invention relates to analyses for speci?c materials 
and. more particularly. to an analytical method using chemi 
cally and biologically modi?ed scanning probes. 
2. Description of the Related Art 
The numbers in brackets below refer to references listed 
in the Appendix. the teachings of which are hereby incor 
porated by reference. 
Detection of interactions between biological molecules is 
the basis for a large number of assays in biomedical diag 
nostics and basic and applied biomolecular research. Most 
of these assays are diffusion limited. requiring relatively 
large populations of molecules. and reporter systems involv 
ing chemical. enzymatic. or radioactive components. 
The recent development of scanning probe detection 
instrumentation. in particular the atomic force microscope 
(AFM) (1). opens the door to a new era of molecular 
detection. In the AFM. a sharp stylus (the scanning tip) is 
present at the end of a ?exible cantilever. The tip is scanned 
over a sample and de?ections of the cantilever result from 
force interactions between the tip and a substrate. Since the 
spring constant of the cantilever is known. these forces can 
be accurately determined. monitored. and controlled Can 
tilever de?ection is usually measured by a laser system in 
which a beam is re?ected from the back of the cantilever 
onto a split photodiode. constituting an “optical lever” or 
“beam de?ection” mechanism (2-4). Other methods for 
detecting cantilever de?ection include interferometry and 
piezoelectric strain gauge systems. The interferometer 
approach uses a small light source placed very close to the 
cantilever. Variation in the interference between the incident 
and re?ected beams report cantilever motion. Piezoelectric 
strain gauge systems incorporate a piezoelectric (or 
piezoresistive) device in the cantilever itself. As the canti 
lever bends a signal is generated. thereby reporting interac 
tions between the scanning tip and the sample. 
The AFM is extraordinarily sensitive. being capable of 
detecting force interactions between individual molecules. 
chemical groups and even single quantized hydrogen bonds. 
Speci?c examples include: avidin/biotin interactions (5-7). 
DNA—DNA interactions (8. 9). antibody-antigen interac 
tions (10). chemical group interactions (11-13). and indi 
vidual hydrogen bonds (14). These proof of principle experi 
ments were performed using specially modi?ed scanning 
tips and monitoring force interactions between the modi?ed 
tip surface and de?ned substrates. In most cases. the tip was 
placed on the surface and then pulled away. The adhesive 
force resulting from interactions between the modi?ed tip 
and the surface was monitored and quantitated based on the 
force generated. In a minority of instances. lateral forces 
(i.e.. friction). rather than vertical forces were measured. 
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again as the result of speci?c tip-surface interactions. None 
of these experiments utilized a resonating probe. which is 
the emphasis of this application. In the patent awarded to 
Elings et al.. US. Pat. No. 5.025.658 issued Jun. 25. 1991. 
use of a resonating probe is mentioned but no experimental 
evidence of this approach is presented. We present here 
direct experimental evidence that a resonating probe 
approach can be employed to detect speci?c molecular 
interactions. This is presented in the form of a molecular 
force immunoassay. Furthermore. we present reliable meth 
ods for production and testing of modified AFM probes. 
information lacking in the prior art. The information pre 
sented herein is novel and not obvious. and. therefore. 
appropriate for patent protection. 
Those concerned with these and other problems recognize 
the need for an improved analytical method using modi?ed 
scanning probes. 
BRIEF SIMMARY OF THE DIVENTION 
The present invention provides a method of analyzing a 
specific material in a sample using a sensor including a 
resonating member having resonant properties. The resonat 
ing member has a probe and a known material is disposed on 
or forms the probe. The method includes the steps of 
positioning the sensor proximate to the sample. detecting a 
force dependent change in the resonant properties of the 
sensor. and con?rming the presence of the speci?c material 
based on the identity of the known material and the detection 
of a resonance change. 
An object of the present invention is the provision of an 
improved analytical method using a modi?ed scanning 
probe similar to that used in the atomic force microscope. 
BRIEF DESCRIPTION OF SEVERAL VIEWS OF 
THE DRAWINGS 
Other objects. advantages. and novel features of the 
present invention will become apparent from the following 
detailed description of the invention when considered in 
conjunction with the accompanying drawings. wherein: 
FIG. 1 is a schematic illustrating the operation of an 
atomic force microscope having a cantilevered probe; 
FIG. 2 is a schematic showing the interaction between 
functionalized scanning tips and surface immobilized bio 
molecules; 
FIG. 3 is a schematic illustrating the modi?cation of a 
scanning tip by passive adsorption of a biomolecule; 
FIG. 4 is a schematic showing the alkanethiolate method 
of attachment of proteins to a gold coated tip; ‘ 
FIG. 5 is a schematic showing covalent attachment of 
biomolecules to a tip; 
FIG. 6 is a schematic illustrating photon induced coupling 
of biomolecules to scanning tips; 
FIG. 7 is a schematic showing the method of bonding 
particles with biomolecular surfaces to cantilevers; 
FIG. 8 is a plan view of a scanning tip showing a 
?uorescent assay method; 
FIG. 9 is a set of graphs illustrating pull-oil? force (“force 
curve”) measurement; 
FIG. 10A is a force curve analysis with a BioTip. that is. 
a biologically active modi?ed tip. The tip is modi?ed with 
an antibody made in goats (GAB) and reactive with a rabbit 
antibody (RAB). In the top panel the force curve represents 
the adhesion between the GAB BioTip and a GAB surface 
in the absence of the antigen RAB; and the bottom panel 
5,763,768 
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shows the resulting adhesive spike (arrow) that occurs upon 
addition of the RAB antigen. 
FIG. 10B is a force curve analysis with a gold alkanethi 
olate BioTip coupled to GAB. In the top panel the force 
curve represents the adhesion between the alkanethiolate 
GAB BioTip and a GAB surface in the absence of the 
antigen RAB; and the bottom panel shows the resulting 
adhesive spike (arrow) that occurs upon addition to the RAB 
antigen. 
FIG. 11 is a schematic showing lateral force and 
resonance-based measurements; 
FIG. 12 is a schematic showing phase shifting; 
FIG. 13 is a schematic illustrating molecular force detec 
tion with resonating modi?ed AFM probes; and 
FIG. 14 is an image of an antibody particle BioTip after 
use in a force curve assay. The light areas are ?uorescent 
domains that indicate maintenance of biological activity. 
The dark spot at the tip apex illustrates how a conventional 
force curve assay can destroy biological activity due to 
unnecessary high forces during molecular detection cycles. 
DETAILED DESCRIPTION OF THE 
INVENTION 
The following examples are illustrative of the best mode 
for carrying out the invention. They are obviously not to be 
construed as limiting the invention since various other 
embodiments can readily be evolved in view of the reach 
ings provided herein. 
As shown in FIG. 1. the cantilever of the atomic force 
microscope is traced over a sample of interest. De?ections 
in the cantilever result in movement of a laser beam imping 
ing on a photodiode. This results in a change in the output 
voltage from the photodiode which is proportional to the 
amount of de?ection of the cantilever. This change can be 
used as a measure of the topography of the sample or of 
other tip sample interactions. 
Several methods for modi?cation of scanning probes are 
shown in FIGS. 3-7. The attachment of virtually any 
protein. nucleic acid or other biomolecule. or chemical 
- group to the scanning tip is possible. Modi?ed tips such as 
these can then be used to detect interactions between the 
molecules on the tips and on surfaces. as depicted for an 
antibody interaction in FIG. 2. 
Experimental Design and Methods 
TEST SYSTEMS 
A variety of molecular pairs can be used in the molecular 
detection system described herein. Some representative 
examples are listed in Table 1. Some of the molecular pairs 
listed in Table 1 have been tested by other groups but have 
not been evaluated using the modi?ed scanning probes and 
methods described here. They will be useful in comparing 
reproducibility and reliability of the ditfm'ent systems. Other 
molecular pairs have not been tested but are important for 
diagnostic applications. As representative examples of test 
cases we present data describing molecular force detection 
using an antibody-antigen system. and supportive data using 
a protein-DNA system. The antibody system is a “sandwich” 
type assay in which the antigen is trapped between two 
antibodies. In our implementation. one antibody is immo 
bilized on a solid surface. and the second is attached to the 
probe. When the antigen is introduced. it is trapped between 
the two antibodies. forming a trimolecular complex. The 
force necessary to rupture this complex provides the mac 
roscopic signal. in the form of a direct force measurement or. 
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more pertinent to this application. in the form of a change in 
a resonance property of the probe. The protein DNA system 
includes a recombinant yeast transcription factor. Gal 4. and 
its target DNA duplex sequence In this assay. the Gal 4 
protein is attached to the probe. and the DNA target is 
attached to a solid surface. The interaction between the 
protein and the DNA is detected and measured as described 
above for the antibody-antigen interaction. 
TABLE 1 
Interaction Type Molecular Pair 
DNA/DNA oligo nth/ac), d(AC'DG)n/e(CAGT)n 
Protein/DNA Anti-DNA/DNA 
Protein/DNA 
Gal4/Gal4 binding domain 
Receptor/Ligand NMDA Receptor/conatokin-G 
Protein/Protein antibody-antigen-antibody sandwich 
Anti-streptavidin/sn-eptavidin 
TIP MODIFICATION METHODS 
Tip Modi?cation and Modi?cation E?iciency 
Several methods are used to construct modi?ed scanning 
probes. These can be subdivided into two classes: direct 
attachment to the existing tip. and attachment of a function 
alized particle to the cantilever. In this application we 
describe two methods that have been fully developed and 
evaluated in terms of tip function and maintenance of 
biological activity. These methods include attachment of 
microparticles to tips and coating tips with a chemically 
reactive monolayer. which is then covalently bonded to 
molecular species. Other methods have been tested and are 
described brie?y below. 
Passive Adsorption 
Passive adsorption is the simplest attachment method 
This method has been used successfully for attachment of 
biotinylated BSA to scanning tips which were used to 
measure avidin-biotin interactions (5. 7. 9). The method of 
attachment is to simply immerse a tip into a solution of the 
molecule of interest. Molecules become adsorbed to the 
surface through non-covalent interaction. but these interac 
tions can be very strong. in some cases. functionally irre 
versible. After adsorption. loosely bound molecules are 
removed by extensive washing. Despite its successful use in 
some experiments. signi?cant tip degradation was observed 
with the passive adsorption method. Therefore. we have not 
pursued this method. 
FIG. 3 schematically illustrates modi?cation of a scan~ 
ning tip (pyramid) by passive adsorption of a biomolecule. 
The tip is submerged in a solution of the molecule of interest 
and adsorption of the molecule to the tip surface proceeds 
spontaneously. Loosely bound molecules are removed by 
extensive washing. leaving behind only those molecules that 
are tightly bound to the tip surface. 
Adhesive Protein Facilitated Attachment 
Recent work has shown that the marine muscle adhesion 
protein (“Cell-Talc". Collaborative Biomedical Products; J. 
Hoh. personal communication) greatly facilitates binding of 
materials to surfaces for imaging in the AFM. In these 
experiments. the surface is coated first with Cell-Tak. rinsed 
well. then incubated with the sample of interest. In tests of 
tips constructed this way. appropriate negative controls are 
included to ensure that any tip/sample interaction observed 
is not the result of non-speci?c interactions between the 
Cell-Tak and the surface under scrutiny. This method ulti 
mately relies on the poorly characterized adsorption forces 
5,763,768 
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between the adhesive layer and the tip. and between the 
adhesive layer and the molecular species of interest. This 
method has not been pursued further. 
Gold/Alkanethiolate Adsorption 
The non-covalent bond formed between gold and sulfur is 
very strong. approximating the strength of a covalent bond 
Moreover. when many alkanethiolate molecules are bonded 
to a gold surface. they pack in an ordered array. providing 
increased stability and strength. We have exploited these 
observations in the construction of robust modi?ed tips. Tips 
are coated with gold using an ion beam sputter or vacuum 
evaporator. An alkanethiolate is then adsorbed to the tip. 
forming a monolayer. In initial studies. the alkanethiolate 
had a carboxyl group at the free terminus which was then 
linked to the biomolecule of interest using a carbodiimide 
such as EDAC. [l-ethyl-3(3-dimethylaminopropyl) 
carbodiimide] (See FIG. 4). Tips and substrates prepared in 
this way have proven successful for molecular detection in 
antibody sandwich assays (FIG. 11). Additional experiments 
are carried out with di?’erent terminating chemical groups 
(amino. azido) to facilitate coupling of biomolecules to tips. 
The wide spectrum of possible terminating groups makes 
this system particularly attractive for the creation of modi 
?ed scanning probes with diverse functional characteristics. 
In the case of oligonucleotides. thiol groups are incorporated 
during the synthesis using phosophorothioate nucleotides at 
either the 3' or 5’ end These thiol modi?ed oligonucleotides 
are then adsorbed to the gold surfaces (tips and substrates) 
in the same fashion as the alkanethiolates. FIG. 4 schemati 
cally illustrates the alkanethiolate method for attachment of 
proteins to gold coated tips and stn'faces. 
Direct Covalent Attachment 
Direct covalent attachment uses various silane com 
pounds (See FIG. 5). The compound 
3-aminopropyltriethoxylsilane (AP'I‘ES) is used in this 
example. This is a bifunctional reagent with an amino group 
on one end and the silane moiety on the other. Silanes 
covalently couple to glass and other surfaces through 
hydroxyl groups on the surface. These reagents have been 
used successfully for attachment of biomolecules to surfaces 
for examination by AFM (15). The general method is to 
prepare a volatile solution of the silanation reagent (e. g. . 1% 
in ethanol) and place it in close proximity to the sample in 
a dessicator. The dessicator can be evacuated to enhance the 
process. The silane adsorbs to the surface and is cured by 
treating at 110° C. for several minutes or at room tempera 
ture overnight. 
FIG. 5 schematically illustrates a strategy for covalent 
attachment of biomolecules to the tip. The tip is ?rst 
modi?ed with an aminosilane. leaving free primary amine 
groups on the surface. The biomolecules are then coupled to 
the amines via chemical condensation facilitated by a 
soluble carbodiirnide such as EDAC. Since nucleic acids 
lack carboxyl groups. a variation of this approach using 
thiol-modi?ed nucleic acids and aminosilanated tip surfaces 
is used. 
After attachment of the APTES to the surface of the tip. 
biomolecules with carboxylic acid groups (e.g.. proteins) are 
covalently coupled to the primary amine using a water 
soluble condensing reagent such as EDAC (FIG. 5). Cou 
pling of nucleic acids is accomplished by the protocol 
described by Lee et a1. (8). Oligonucleotides are synthesized 
by conventional phosphorarnidite chemistry and a thiol 
group is added at either the 3' or 5' end. The thiolated 
Oligonucleotides are then coupled to aminosilane modi?ed 
tips surfaces using 4-(P-maleimidophenyl)butyrate. In the 
experiments performed by Lee et al.. (8) biomolecules were 
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attached to silica spheres which were then glued to cantile 
vers. Both direct attachment to the silicon nitride tips and to 
silica spheres is used. as described below. 
Photon Induced Coupling 
A method for photon induced coupling of biological 
samples to scanning tips is employed. Similar methods have 
been developed for immobilization of biomolecules over 
large areas (16). This approach has the signi?cant advantage 
that the biomolecule to be attached will only be covalently 
bound at the sight of light activation. To accomplish this. the 
bifunctional reagent succinimidyl p-azidobenzoate. or a 
related compound is used. This reagent has a succinimide 
group at one end that will couple covalently to aminosilane 
treated tip surfaces. The other end is a azidobenzoic acid 
group that is converted to highly reactive intermediates upon 
irradiation with<360 nm light. Following modi?cation of the 
tip with the aminosilane-succinimidyl-azidobenzoate 
compounds. the tip is treated with highly focused UV light 
from an argon ion laser as follows. The modi?ed tip is 
immersed in a solution of the biomolecule of interest and 
irradiated with a small spot of UV light focused on the apex 
region of the tip. This activates the azidobenzoate group. 
forming a highly reactive nitrene. and leads to coupling of 
biomolecules in the activated domain. Time course. 
concentration. and UV dosage experiments are carried out to 
determine the optimal conditions for attachment of proteins 
to the activated domain of the tip. Attachment is assayed as 
described below. An alternative method is to use an 
alkanethiolate terminating with the azidobenzoate group to 
produce a photoactive surface on gold coated tips. As 
mentioned above. this allows coupling of biomolecules to 
the tip rather than to the entire cantilever as is currently the 
case using chemical coupling methods. 
FIG. 6 schematically illustrates photon induced coupling 
of biomolecules to scanning tips. In this strategy. a photo 
activatable group (azidobenzoate) is coupled to an aminosi 
lane modi?ed tip. In the presence of the desired 
biomolecule, the tip is irradiated with UV light (35 nm) 
which activates the azidobenzoate moiety and leads to 
covalent attachment through primary amines on the biomol 
ecule. For DNA. 5' and/or 3’ amino modi?ed DNA is used 
since aromatic amines are usually less reactive than primary 
amines. 
Particle Mediated Attachment 
A second approach to tip modi?cation is to attach func 
tionalized particles to tips. Depending on the experimental 
strategy. the microparticles are either attached prior to 
coupling to biomolecules. or coupled to biomolecules and 
then attached to the cantilever. Molecules with free amine 
groups are attached to carboxylate or aldehyde modi?ed 
spheres using a condensing reagent such as EDAC as 
described in the previous section. Microparticles are chosen 
that are larger in diameter than the height of the existing tip 
(~4 microns) so that there is no interaction between the 
pyramidal tip and the substrate (FIGS. 7 & 8). The particles 
are attached directly to the tips or to cantilevers. adjacent to 
the existing tip. In some cases. tip-less cantilevers are used. 
facilitating use of smaller (<4 micron dia.) microparticles. 
The microparticles are manipulated into place using a 
mechanical micromanipulator. laser trap. or other manipu 
lation tool. and bonded using epoxy or a similar reagent. In 
some cases. the particles are bonded using heat (e.g.. from 
an infrared laser source) or UV light in conjunction with a 
UV curable epoxy. 
Tips constructed in this fashion have been used for 
molecular force detection experiments in an antibody sand 
5 1.763.768 
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wich assay (FIG. 10A: see below). The tips performed well. 
Artifactual stick-slip interactions were largely overcome by 
using a minimal contact force curve strategy (17). 
FIG. 7 schematically illustrates the method used to bond 
particles with biomolecular surfaces to cantilevers. FIG. 8. 
left and middle panels are light micrographs of a modi?ed 
scanning probe created by this method. 
Tip Modi?cation E?iciency 
To assess the e?iciency of the various protocols for 
attachment of biomolecules to tips the following methods 
are employed. For AP'I'ES modi?ed surfaces. the tips are 
reacted with either FITC or TRITC (?uorescein and 
rhodamine isothiocyanate. respectively) which couples to 
samples with primary amines at basic pH. The ?uorescence 
of the tips in experiment and conn-ol samples is measured 
and quantitated optically using a ?uorescence microscope 
equipped with an integrating CCD camera and associated 
computer hardware and software. To assay protein 
attachment. tips are treated with ?uorophore-conjugated 
antibodies to the proteins. The level of ?uorescence in 
control and experimental samples is determined and quan 
titated. 
FIG. 8 illustrates the assay for tip modi?cation e?iciency. 
In this case the modi?ed scanning probe in the middle panel 
was modi?ed with an antibody and its presence detected by 
a ?uorescent secondary antibody (right panel). To ensure 
biological activity of the primary antibody. a ?uorescent 
antigen is used in a similar fashion. 
In these experiments. the tips are pretreated with a “block 
ing” protein to bind all non-speci?c reaction sites and 
minimize background binding of the ?uorochrome modi?ed 
antibody. To assess the e?iciency of binding of DNA to tips. 
the tips are treated with trace amounts of 32? labeled DNA 
during the binding reaction. The radioactive modi?ed scan 
ning probes are placed in a PhosphorImager or scintillation 
counter and the disintegrations of the 32p label are counted 
as a function of time. A second approach for quantitation of 
DNA binding is to use a ?uorescent DNA binding molecule, 
(e.g.. YOYO-l for single stranded DNA. ethidium 
homodimer I for double stranded DNA). Experimental and 
control tips are treated with the ?uorescent dyes and the 
?uorescent yield quautitated as described above. 
Assaying the e?iciency of tip modi?cation by the passive 
adsorption or the covalent attachment protocols is somewhat 
problematic because these methods modify the entire sur 
face of the tip and the cantilever on which it is positioned. 
Thus. the assays described provide only qualitative assess 
ments of the utility of the modi?cation procedure. Tips 
modi?ed by the photon induced coupling method are only 
functionalized in the region irradiated with UV light. Ability 
to focus the UV laser to<2 microns results in covalent 
attachment of biomolecules limited to the tip apex. allowing 
a more quantitative evaluation of the modi?cation e?iciency. 
For additional quality control. both SEM and TEM are 
used to examine functionalized tips and obtain a qualitative 
assessment of the change in tip morphology as a conse 
quence of the modi?cation processes. Tips that look prom 
ising based on the analyses described above are tested in 
force detection assays. 
Substrate Modi?cation 
As with tips. substrates are prepared by several different 
methods. These methods are the same as those used to 
modify tips. i.e.. covalent attachment via bifunctional 
silanes. and photon induced coupling. In most cases glass or 
mica surfaces are used. 
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The methods of choice are as follows: 
Gold/Alkanethiolate Surfaces 
Using gold coated surfaces biomolecules are chemically 
coupled as described for attachment to gold coated tips. This 
method has worked well. providing a stable and uniformly 
coated surface. 
A successful alternative substrate preparation method has 
been to deposit particles with the desired biomolecular 
surface on glass or Cel-Tak coated glass. Formation of stable 
arrays occurs at high particle density. At lower densities. the 
use of epoxy or Oel-Tak facilitates particle adsorption and 
stability. Particles deposited in this way have proven stable 
enough to allow force detection experiments to be carried 
out. 
A third approach that has Worked is to use two modi?ed 
scanning probes that are aligned so that the functionalized 
tip on one contacts the functionalized tip on the other. This 
arrangement is facilitated by optical alignment using a 
combined optical/atomic force microscope. By using canti 
lever pairs with one low and one high spring constant. and 
careful optical monitoring of the experiment. artifactual 
force phenomena. such as the stick-slip mentioned above. 
are minimized. 
The gold/alkanethiolate and APTES methods are readily 
integrated with the concept of a photoactivatable surface as 
described above (succinimide p-azidobenzoate). A focused 
UV laser beam is used to activate only small domains of the 
surface while it is immersed in a solution of the biomolecule 
of interest. The activated domains react with the biomol 
ecule. This is followed by extensive washing and charac 
terization of the degree of binding by AFM and EM analy 
ses. Again. this methodology for sample deposition in 
ordered arrays is useful in designing diagnostic tests based 
on force interaction assays using modi?ed scanning probes. 
EVALUATION OF MODIFIED TIPS 
Detecting Molecular Interactions Using 
Functionalized Probes 
As described earlier. three approaches are used to assess 
the ability of functionalized probes to detect speci?c 
molecular interactions. 'IXvo of these approaches have been 
described in the prior art. These are: pull-olf force measure 
ments (adhesion) and lateral force measurements (?'iction). 
The third approach is a novel component of this application. 
It is detection and measurement of changes in resonant 
properties of the modi?ed probe. These properties include 
amplitude. frequency. and/or phase. All of these methods are 
applied to samples in solution. There are two reasons for 
this. First. most diagnostic assays involving biomolecular 
detection are performed on molecules in their native state in 
solution since non-native conditions often disrupt biologi 
cally relevant interactions. Second. in air. binding forces 
between the scanning tip and the sample are dominated by 
strong interactions between thin surface layers of water. 
Thus. even if molecules were able to function under these 
conditions. the signal to noise would be insufficient to detect 
these interactions. 
Pull-off Force Measurement 
FIG. 9 graphically illustrates the pull-01f force measure 
ment. The ?gure shows a Force vs. Distance curve as the 
sample and tip are moved relative to each other. The tip is 
engaged with the surface. then pulled away. Due to adhesion 
between the tip and the surface. the cantilever is bent until 
the adhesive bond ruptures. allowing the tip to return to the 
zero de?ection point. The bonding force is thereby 
measured. providing a direct assessment of the interaction 
between biomolecules on the tip and on the stn'face. 




